RNA preparation and semiquantitative RT-PCR
For the SCA7, gene primers were as follows: SCA7-1F (forward exon 4), 5′-GGGAAAAACCGCGAAGTCAT-3′, and SCA7-1R (reverse exon 5), 5′-CAGTCGTTACACACCACCAAGTAGA3′. Primers used for specific detection of PML IV were located in exon 8, and the reverse primer was designed to anneal only PML IV mRNAs. Sequences of primers are as follows: PML IV-F1, 5′-GGACGAGAACCTTGCTGAC-3′, and PML IV-R, 5′-AATTAGAAAGGGGTGGGGG-3′.
Antibodies
For immunofluorescence analysis, we used the following antibodies and concentrations: mouse anti-19S proteasome subunit S5a (PW-9250; BIOMOL Research Laboratories, Inc.) at 1:200, mouse monoclonal anti-19S proteasome subunit S6b (TBP7; PW-8765; BIOMOL Research Laboratories, Inc.) at 1:500, mouse monoclonal anti-20S α2 proteasome subunit (PW-8105; BIOMOL Research Laboratories, Inc.) at 1:500.
Electron microscopy
After embedding, ultrathin sections of 50 nm were placed on nickel grids and the following protocol was used. The sections were treated with 1% periodic acid for 5 min, washed in distilled water, treated with sodium metaperiodate, and washed. Samples were incubated in 3% BSA in TBS, pH 7.6, for 40 min, followed by incubation in primary antibodies (mouse monoclonal anti-ATXN7 1C1 at 1:200 and rabbit polyclonal anti-PML at 1:250) in TBS, pH 7.6, overnight at 4°C. The samples were washed in TBS buffer, pH 7.6 and pH 8.2, followed by incubation with secondary antibodies conjugated to 10-or 15-nm gold particles (goat anti-mouse or goat anti-rabbit [1:100; Aurion] in TBS, pH 8.2) for 1 h at room temperature. After washes in TBS, pH 8.2, sections were postfixed in 1% glutaraldehyde for 10 min and rinsed in distilled water before staining with uranyl acetate for 15 min and lead citrate for 7 min.
